U.S.S.N. 08/700,565 
GRUENBERG 
AMENDMENT 

At page 3&7*4k^7, delete "cope nding, allowed, U.S. applica tion Serial 
No. 08/506,173 " and inse>t therefor -ju.S. application Serial No. 08/506,173, 



^P)Z - now U.S. Patent No. 5,627,070p 7 
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At page 36, line 14, dej^te "copending, allowed,". 

At page 36, line 15, delete "08/506, 1 73 ;r lmcMo£ert therefor 
—08/506,173, now^U^Patent No. 5,627,070—. 

AF^agB-^^Jine 20, delSte^' allowed copending U.S. application Serial 
No. 08/506,173" anclinSert therefor -}U.S. application Serial No. 08/506,173, 



now U.S. Patent No. 5,627,070 — . 



At page 54, line 28, delete "copending allowed U.S. application Serial 
No. 08/506,173" and insert therefor -^U.S. application Serial No. 08/506,173, 



now U.S. Patent No. 5,627,070=7 



At page 55, line 5, delete "copending allowed U.S. application Serial No. 



08/506,173" and insert therefor -j u.S. application Serial No. 08/506,173, now 

U.S. Patent No. 5,627,070f ^ ' " 

IN THE CLAIMS: 

~Pte»ftg» r^n£^r-laimg~4-R^ 91 and 3fi-^ R3 without prejudice or disclaimer. 
Please add claims 154 to 196 as follows: 




metko^efof claim 2, wherein the expanded cells are 
"h2 or Th3 cells. — 



154. Tj 
predominantly ll 

— 155. A method for generating clinically relevant numbers of regulatory 
T lymphoid cells for autologous cell therapy, comprising: 

(a) collecting material comprising body fluid or tissue containing 
mononuclear cells jrom a mammal; 

treating the cells to induce differentiation of mononuclear cells into 
regulatory T cells^ wherein regulatory T cells are mononuclear cell 
that have the ability to control or direct an immune response, but 
do not act directly as effector cells in the response; and 
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(c) 




contacting the resulting differentiated cells with one or more 
activating proteins specific for cell surface proteins present on the 
cells in an amount sufficient to induce ex vivo cell expansion, 



whereby clinically relevant numbers of regulatory cells for 
autologous cell therapy are generated. — 
— 156. The method of claim 155, wherein cells are purified from the 
aterial. — V 

— 1 57. The method of claiVi 1 55, wherein the treating or contacting step 
o v ccurs in the absence of exogenous cytokines. — 

1 58. The^fhethod of claim 155, wherein the regulatory cells express a 




selectejkantisen. — 

l^-S^r^The method of claim 155, wherein the regulatory cells are CD4 + 
T -c l eils.- /6c 3 

— IJyf. The method^f-cJ^imM^$5, wherein the regulatory cells are Th1, 




Th2 or Th3 cells. — 

The method of claim 1 55, whe^ejn the regulatory cells are 

CD8+ T-cells.— 

'claim 1 55, wherein the cells are treated with 
id IL-2 to induce differentiation of Th1 cells. — 

1aim 1 55, wherein the cells are treated with IL-4 
with or witRout antT^mma^iht^r^on antibodies and/or anti-IL-12 antibodies to 
cause differentiation into Th2 1 

— ^pjr "l" ne metn °d °f cl^im 1 55, wherein the proteins specific for eel 
surface proteins are one or more\monoclonal antibodies specific for immune cell 
surface proteins. — 



— z p^^Jhe methc 
either or both interferon-j 
The methoj: 
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— J^^-The method of claim WS, wherein the monoclonal antibodies are 
specific for CD3 or CD2, combined with any combination of monoclonal 
antibodies specific for one or more antigens selected from the group consisting 
of CD4, CD8, CD11a, CD27, CD28, CD44 and CD45RO.— 

— 'K^. The method of claim 1 55, wherein cell expansion is effected in a 
hollow fiJer^bioreactor. — 

— The method of claim 155, wherein the cells are expanded to 
about 10^ cells or greater. — 

— V6fU The method of claim 155, wherein the cells are expanded to 

about 10 ro cells or greater. — 

l b 9 „ 

The method of/cl aim 155, wlm i uin the exp a nded c ells axe__^ 

predominancy Th1. Th2, Thc^cj 

The method of claims 155, wherein the expanded cells are 

cgZtainedjin a volume of one liter or less. — 

— The method of claim 155, wherein the expanded cells are 

contained _in_a volume of about 500 mis or less. — 

The method of claim 155, wherein the expanded cells are 

contained in £ volume of about 250 mis or less. — 

sThe method of claim 155, wherein the expanded cells are 

predominantly Tht^i^e, Th2-like, Th3-like, wherein: 

Th1-like cells arebeMs tnat produce a majority of Th1 cytokines; 

Th2-like cells are cellsrtt<|T>ioduce a majority of Th2 cytokines; and 

Th3-like cells are cellsHbar>reJ^uce a majority of Th3 cytokines.— 

^ — ^S5. A method for generatingctli^cally relevant numbers of regulatory 

Th1, Th2, Th3, Th1-like, Th2-like or Th3-like l^rqphoid cells for autologous cell 

therapy, comprising: 



J 
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(a) collecting material comprising body fluid or tissue containing T 
\ lymphoid cells from a mammal; 

(b) \ treating the cells to induce differentiation of some of the 

\riononuclear cells into Th1, Th2, Th3, Th1-like, Th2-like or Th3- 
liKte, wherein: 

\ Th1-like cells are cells that produce a majority of Th1 
cytokines; \ 

Th2Jike cells are cells that produce a majority of Th2 
cytokhaes; and 

Th3-like\:ells are cells that produce a majority of Th3 
cytokines; and / 

(c) contacting the cells\\yth two^fvnore activating proteins specific 
for cell surface proteins pre sen t/on the cells in an amount sufficient 
to induce ex vivo cell ex^n§i/n, whereby clinically relevant 
numbers of regulatory Thl\fh2 / Th3, Th1-like, Th2-like or Th3-like 

j^CjThl, Th2, or Th3 lymphoid cei(s are generated. — 

— 17-6. The method of claim 1^5, wherein cells are either purified or 
purged^om the material. — \ 

— 4^7. The method of claim 1^6, wherein\the treating or contacting 
steps occur in the absence of exogenous cytokines?^- 

— J hp6? The method of claim wherein theSregulatory cells are 

specific for a defined antigen. — \ 

— The method of claim wherein the regulatory cells are CD4 + 

T-cells.-y^ ^ \ 

— T8C. The method of claim V7€, wherein the regulatory cells are 



CD8+ T-cells.— 



— \$Qhe method of claim 4-75/ wherein the cells are treated with 
either or both interferon-/ and IL-2 to induce differentiation of Thl\ells. — 
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The method of claim i +&, wherein the cells are treated with IL-4 
with or wJthout the presence of anti-gamma interferon monoclonal antibodies 
and/or anti\)L-12 monoclonal antibodies to cause the differentiation into Th2 
cells.- jgrx iq.^ 

— J#3. \he method of claim y%%, wherein the proteins specific for cell 
surface proteins\are one or more monoclonal antibodies specific for immune cell 



surface proteins. - 

— -tOTC TheVnethod of claim wherein the monoclonal antibodies are 

specific for CD3 or GD2, combined with any combination of monoclonal 
antibodies specific for\one or more of the following: CD4, CD8, CD11a, CD27, 
CD28, CD^and CD45RO.— J 

— T85. The methocl of claim TT5, wherein cell expansion is effected in a 
hollow fiber bioreactor. — \ / 

— The method of\clf5im US, wherein the cells are expanded to an 
excess of 10 9 cells. — 



The method of c| 
excess of 10 10 cells. — 

— 1-88. The method of clair 
administered to a patient. — 

— The method of claims V79v wherein the expanded cells are 
contained in a volume of about one liter or\ess. — 

— 14*0. The method of claim srein the expanded cells are 

contained in a volume of about 500 mis or lest 

The method of claim V^^whereih the expanded cells are 



/herein the cells are expanded to an 
>, wherein the expanded cells are 

4 



containecj^jn a volume about 250 mis or less. — 
— V&L. The method of claim l^^wherein 



expanded cells are 



predominantly Th1, Th2 or Th3 cells.— 

— 4-93. The method of claim Vfx>, wherein the expanded cells are 
predominantly Th1 -like, Th2-like, Th3-like cells.— 



-6- 
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R4- 



The method of claim J \rf5, wherein the expanded cells are 
predominantly Th1 cells.— 

le method of c\a\vc\Jffp, wherein the expanded cells are 
predominantly Th2 ceTtex- 

-MS. The method of ^m^erein the expanded ce.ls are 
predominantly Th3 cells.— 

IP ^ 

— t97. The method of claim 16, wherenvthe expanded cells comprise 
tumor infiltrating lymphocytes (TIL) lymphokine activate killer (LAK) cells or 
cytotoxic T lymphocytes (CTLs).j^ 



Please amend claims 1-7, 9-15 and 22-32 as follows: 

1 . (Amended) A method for generating a high density of clinically 
relevant numbers of T lymphoid [immune] cells, comprising: 

collecting material compj^sing body fluid or tissue containing mononuclear 
cells from a mammal; and 

contacting, in the^absence of exogenous interleukin-2, the material with 
[one] two or more activating proteins specific for cell surface proteins present 
on cells in the material and in an amount sufficient to induce ex vivo cell 
expansion, Whereby the cells expand to clinically relevant numbers at a density 
of at least about 10 9 cells in a volume of about a Mter T to clinically relevant 
numt^^rs]. 

2. (Amended) The^mfcthoc/ of claim 1, wherein prior to the contacting 
step, the cells [in the mateViat] are /treated under conditions whereby ex vivo 
differentiation of some or all of trye cells into selected regulatory immune cells is 
induced. 

3. (Amende^fTT^e method of claim 1, wherein during the contacting 
step, the cells [in theWlaterial]/are treated under conditions, other than addition 
of exogenous IL-2, whereby ex vivo differentiation of some or all of the cells 
into desired effector immune/cells is induced. 
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4: (Am ended) The foeUtuft l u heteiffu l, jfurther comprising purification 

of [wherein] the expanded cells~tare purified]. 

5. (Amended) Th^rjjhethod of claim 2, further comprising purification 
of [wherein] the expanded fce/II^Mare purified], 

- — f AmftnHf j d) Th Q rnrfthrej °f °lnim 1 , wh^rrii ojtj 0 [immune] 

expanded cells are specific fora~aefined antigen. 

7. ( Amend edjfjrhg method of claim 2, wherein the [immune] 
expanded cells are specific for a defined antigen. 

8. The method of gfainv4v^vherein the expanded cells are 



redominantly Th1, Th2 or 




(Amended) The method of claim 1, wherein the [immune] cells are 
activated"^ vivo prior to the contacting step in the presence of either or both 
interferon-^ ahd IL-2, whereby differentiation of Th1 cells [are] is effected. 

10. (Amended) The method of claim 1, wherein the cells are activated 
ex vivo in the presenile of [one or more of an agent selected from] IL-4 with or 
without the presence of TsJ antf-gamma interferon and anti-IL-12 monoclonal 
antibodies to cause L wherefefv] differentiation [of] into Th2 cells [is effected]. 

1 1 . (Amended) Th$ mexfOC-Lof claim 1 , wherein the proteins specific 
for cell surface [molecules] IproteinjS are one or more monoclonal antibodies 
specific for immune cell surface protei 

12. (Amended) The method of cla^kri 1 1, wherein the monoclonal 
antibodies are specific for CD3 or CD2, comph^ed with any combination of 
monoclonal antibodies specific for one or more orNfie following: CD4, CD8, 
CD11a, CD27, CD28, CD44 and CD45R0. 

13. (Amended) The method of claim 1, whereinNceH expansion is 
effected in a hollow fiber bioreactor. 

14. (Amended) The tfpelAod of claim 1, wherein the [immune] cells are 
expanded to an excess of 10® cells. 
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15. (Amended) The rtfethodof claim 1, wherein the [immune] cells are 



expanded to an excess of 1 01° celLs^f 




The method of claim 1 , wherein the cells are effector [immune] 



17. The method of claim 1 , wherein the cells are regulatory [immune] 




22. (Amended) A method^for generating clinically relevant cell numbers 
of regulatory [immune] T lymphoid cells, comprising: 

(a) collecting material containing mononuclear T lymphoid cells from a 
mammal; / 

[treating] activating the cells to alter their cytokine production 
profile; and 

inducing cell Proliferation and expanding the cells under conditions 
that produce/high cell density of at least about 10 9 cells/liter [to a] 
and produce clinically relevant number of regulatory T lymphoid 
cells. 

(Amended) The mVthod of claim 22, wherein the [immune] T 
lymphoid cells with altered cytokine profile are purified [prior to infusion]. 

24. (Amended) The method of claim 22, wherein the [immune] T 
lymphoid cells with altered cytokine Wofile are specific for a defined antigen. 

25. (Amended) The method o^claim 23, wherein the [immune] T 
lymphoid cells with altered cytokine protye are specific for a defined antigen. 

d of claim 22, wherein the [mononuclear] T 
lymphoid cells are activated jV eatedkto differentiate into Th1 or Th2 cells. 

27. (Amended) The i^e^n&t^a^claim 22, wherein the resulting 
population of expanded cells [a>ef1jTcludes TTffMike or Th2-like cells. 



23. 
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28. (Amended) The method of claim 22, wherein the [immune] T 
lymphoid cells are activated ex w'vb in the presence of either or both interferon-^ 
and IL-2, whereby cells differentiate\ [differentiation of] into Th1 cells [is 
effected]. 

29. (Amended) The method of claim 28, wherein anti-IL-4 [mAb is] 
noclonal antibodies are also present during activation. 

nded) The npfefchod of claim 29, wherein the [effector] cells are 
activated in the pTe^eTTre-ef/U^^kETAlL-^ and either or both] anti-gamma 
interferon antibodies and/oj; v afvtHrL-l c 2^aflti^odies f whereby cells differentiate 
[differentiation of] into Th2 cells [is effected]. 

31. (Amended) The method of claim 22, wherein the cells are 
expanded in the presence of [one] two or more monoclonal antibodies [are 
included in the medium in which the mononuclear cells are expanded]. 

32. (Amended) The method of claim 31, wherein the monoclonal 
antibodies are specific for CD3 or CD2, combined with any combination of 
monoclonal antibodies specific for one or more of the following: CD4, CD8, 
CD 1 1 a, CD27, CD28, CD44 and CD45RO. 



33. The method of claim 22, wherein the cells are expanded in a 
hollow fiber bioreactor. ^ 

34. The method of clairti 22f=wherein the cells are expanded to an 



excess of 1 0 a cells. 

_method 
excess of 10 10 cells. 





wherein the cells are expanded to an 



A Petition for Extension of time and a check for the requisite fees for the 
Petition and for excess claims accompany this response. Any fees, including 
fees for additional claims, that may be due with this paper or with this 
application during its entire pendency may be charged to Deposit Account No. 
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